albicans.
Human neutrophils were incubated with GFP-C. albicans (1:1) in 10 % NHS and DNA release was followed over 2 h by live cell imaging. Released DNA was stained with SYTOX blue. Pictures were taken with a LSM710 microscope (Zeiss), fitted with a 40x, 1.4 NA, oil-immersion lens, and processed, using ZEN 2011 software (Zeiss). Scale bar: 10 µm .
Method
Neutrophils were isolated from fresh human blood from healthy male donors using Ficoll-Paque PLUS density gradient centrifugation. Erythrocytes were removed by 3% dextran precipitation followed by hypotonic lysis with sterile water. Isolated neutrophils were suspended in growth medium and used within 1 h. Purity (>95 %) was determined by flow cytometry using Alexa fluor Human monocytes and human neutrophils were co-incubated and stained for CD14 and CD66b.
CD14 (green) but not CD66b was detected on monocytes. CD66b (red) but not CD14 was detected on neutrophils. Pictures were taken with LSM710 (Zeiss), 40x, 1.4 NA, oil-immersion lens, using ZEN2011 software (Zeiss). Scale bar: 10 µm.
For live cell imaging neutrophils (1×10 5 ) and monocytes (1×10 5 ) were seeded on Poly-L-lysine coated 30 mm culture dishes and incubated in growth medium with 10% NHS at 37°C with 5% CO 2 .
Cells were stained for CD14 and CD66b using Alexa Fluor 488 anti-human CD14 (1:100) and Alexa For isolation of extracellular traps neutrophils (1.5×10 6 ) were seeded into 12 well plates and incubated in growth medium with 100 nM phorbol 12-myristate 13-acetate (PMA) (Sigma-Aldrich, Taufkirchen, Germany) for 4 h at 37 0 C and 5% CO 2 . Neutrophils alone were used as controls.
Following 4 h incubation the wells were washed twice with DPBS and extracellular traps were digested into fragments by adding AluI (4 U/ml) (ThermoFisher Scientific, Dreieich, Germany) for 20 min at 37°C. The supernatants were harvested after centrifugation (10,000 x g for 5 min at 4°C).
Blood derived monocytes were incubated alone, with 100 nM of PMA or in presence of second wash
